Introduction

Isolation of genomic DNA and total RNA
The young adult frog (15 g body mass) was kept without feeding for 36 h. The frog was 104 anesthetized by placing it into crushed ice for 10 min and then dissected on ice. The 105 intestines were separated, the intestinal contents removed in phosphate buffered saline 106 (pH7.4), and the intestines frozen in liquid nitrogen. The other tissues, including inner 107 organs, muscle, and skin, were quickly excised to 3 -5 mm 3 (0.1 -0.3 g) and frozen in 108 liquid nitrogen. The frozen samples were maintained at -80˚C.
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Genomic DNA was isolated by a standard phenol/chloroform extraction method Total RNAs were extracted from the inner organs, intestines, muscles, and skin 124 using the chaotropic extraction protocol for mouse pancreatic RNA, described by Robert [13] . Frozen tissues (3 -5 mm 3 , 0.1 -0.3 g) were submerged in 10 ml of 126 TRIZOL Reagent (Life Technologies, Carlsbad, CA, USA), an amount three times 127 larger than that recommended by the supplier. The tissues were then homogenized at 128 14,000 rpm three times for 30 s each using the Polytron homogenizer. After incubation 129 for 5 min at room temperature, 2 ml of chloroform was added and the mixture was 130 vortexed for 15 s. The mixture was incubated for 3 min at room temperature and 131 centrifuged at 12,000 g for 10 min at 4˚C. The upper aqueous phase (4 ml) was 132 transferred to a fresh 50-ml tube and mixed with an equivalent amount of isopropyl 133 alcohol. The sample was centrifuged at 12,000 g for 10 min and an RNA pellet was skin (3 segments), and head (1 segment) were mixed to obtain 100 ng/µl total RNA.
163
The mixed total RNA was analyzed by Tape Station (RNA Screen tape, Agilent
164
Technologies Ltd., USA) and determined to RIN (RNA integrity number) = 9.0. The 165 poly (A)+ fraction was isolated from the total RNA, followed by its fragmentation. The 
De novo transcriptome assembly and bioinformatic analysis
173
All analyses were performed mainly using the CLC Genomics Workbench 11.0
174
(QIAGEN Bioinformatics, Germany). The 2 x 100 bp paired-end reads were checked in 175 terms of the sequencing quality and trimmed (removal of adaptor and duplication) with 
Results
190
Confirmation of animal species used in this study 191 To confirm that the experimental animal used in this study was in fact the African 192 bullfrog, a captive bred frog was raised for 5 years and the appearance of the adult frog 193 was observed. The frog was approximately 20 cm in length and had olive-green skin with longitudinal skin folds (Fig 1A) . in this study are found in both species in no particular order. Furthermore, the 211 phylogenetic tree analysis of the top hit 16S and 12S rRNA sequences revealed that the 212 two species were not clustered (Fig 1B and S1 Fig) . We speculate that the 213 nomenclatures of these rRNA sequences were mistakenly registered in the database.
214 Figure 1C shows the phylogenetic tree of mitochondrial 16S rRNA partial that of transcripts ranging from 500 to 5000 bases (Fig 2) .
227
In silico analysis to identify ORF-encoding proteins larger than 25 amino acids 228 revealed that 100,093 transcripts (98.4% of total transcripts) were protein-coding genes 229 ( confirmed that that the frog used in this study was P. adspersus. (21.0%) showed no hits with the database (Fig 3A, All proteins) showed no hits with the database (Fig 3A, X. tropicalis). Figure 3B shows the has a set of genes that are highly expressed in other vertebrates during aestivation. 
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A) The adult male African bullfrog used in this study is shown.
432
B) Phylogenetic tree analysis of the 16S rRNA sequence between the frog used in this 433 study and several P. adspersus and P. edulis species deposited in the database.
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Sequences were aligned using MUSCLE algorithm in MEGA X. Phylogenetic tree was 435 constructed using neighbor-joining algorithm and the node support values were assessed 436 by bootstrap test of 1000 replicates.
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C) The phylogenetic tree using the 16S rRNA sequence between the representative frog 438 species belonging to the major family of Anura. P. adspersus used in this study is 
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The number of transcripts was count and the transcript length was determined. 
454
The 28,570 genes with high identity (E-value lower than 1E-5) in a BLASTx search of
